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Abstract: The worldwide increase of graphene family materials raises the question of the potential 
consequences resulting from their release in the environment and future consequences on 
ecosystem health, especially in the aquatic environment in which they are likely to accumulate. 
Thus, there is a need to evaluate the biological and ecological risk but also to find innovative 
solutions leading to the production of safer materials. This work focuses on the evaluation of 
functional group-safety relationships regarding to graphene oxide (GO) in vivo genotoxic potential 
toward X. laevis tadpoles. For this purpose, thermal treatments in H2 atmosphere were applied to 
produce reduced graphene oxide (rGOs) with different surface group compositions. Analysis 
performed indicated that GO induced disturbances in erythrocyte cell cycle leading to accumulation 
of cells in G0/G1 phase. Significant genotoxicity due to oxidative stress was observed in larvae 
exposed to low GO concentration (0.1 mg.L−1). Reduction of GO at 200 °C and 1000 °C produced a 
material that was no longer genotoxic at low concentrations. X-ray photoelectron spectroscopy 
(XPS) analysis indicated that epoxide groups may constitute a good candidate to explain the 
genotoxic potential of the most oxidized form of the material. Thermal reduction of GO may 
constitute an appropriate “safer-by-design” strategy for the development of a safer material for 
environment. 
Keywords: graphene oxide; reduced graphene oxide; micronucleus; oxidative stress; safer-by-design 
 
1. Introduction 
Carbon-based nanomaterials (CBMs) and especially 2D materials related to graphene [1] possess 
unique properties [2,3], triggering high expectations for the development of new technological 
applications and are forecasted to be produced at industrial-scale [4]. Among these graphene-based 
materials (GBMs), graphene derivatives such as graphene oxide (GO) and reduced graphene oxide 
(rGO) appear as very attractive due to their high stability after dispersion in various solvents, 
facilitating handling and processing of graphene-containing nanocomposites [5,6]. To ensure the safe 
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and sustainable development of this innovative technology, evaluation of its biological and ecological 
risk, as well as finding innovative solutions to mitigate the hazard potential, are essential [7–9]. The 
increasing GBMs production raises concerns over their release into the environment, where it is likely 
to occur at any stage of the material life cycle [10–12]. However, compared to the increasing number 
of studies dealing with GBMs synthesis processes or application development advances, relatively 
few are devoted to studying their toxicity, and even less to their ecotoxicity. Due to its hydrophilic 
properties associated with the presence of oxygen-containing functional groups at their surface, GO 
and rGO could potentially be highly reactive towards multiple components of the environment [13]. 
Moreover, different physico-chemical behaviours between GO and rGO can be expected in the 
environment [14], associated with changes occurring in surface functional groups during the 
reduction process [15]. 
Most of the GBMs toxicological data available were obtained through in vitro experiments 
focusing on cytotoxicity towards mammalian cells [16–18]. For instance, some studies demonstrated 
that oxidized graphene-based nanoparticles exerted higher toxicity compared to their reduced 
counterparts [19–21], while others obtained contradictory results, indicating higher toxicity exerted 
by the reduced form of GO [22,23]. Among possible toxic effects, genotoxicity may have non-
negligible consequences because unrepaired and/or improperly repaired DNA damage may in turn 
cause cellular dysfunctions and tumor formation, leading to the death of organisms [24] and further 
decline of a population [25]. However, it was pointed out that in vivo genotoxic potential of GBMs is 
still relatively poorly investigated [16,26,27]. In vivo experiments focusing on genotoxicity were 
mainly performed in rodents microinjected with nanomaterials [28–30] and data are remaining scarce 
particularly for aquatic species. A study performed using the comet assay in zebrafish failed to 
highlight genotoxic effects into fish gills after short-term exposure to GO [31]. Since the data available 
are contradictory, there is a need to clarify in vivo genotoxic potential and toxicological mechanisms 
associated to GO and rGO exposure, in order to fill persisting knowledge gaps concerning their eco-
genotoxicity [32]. Amphibians are widely used for ecotoxicological studies and are recognized as 
sensitive organisms to genotoxic compounds, especially at the larval stage [33,34]. Tadpoles of the 
African clawed frog, Xenopus laevis, have previously been used for assessment of raw carbon-based 
nanoparticles ecotoxicity [35–38] and adverse effects on larval growth were previously reported after 
GO exposure [39]. 
The aim of the present work is to assess the in vivo genotoxic potential of GO in X. laevis as well 
as understanding toxicological pathways involved in the genotoxic response after exposure to a 
commercial form of the material. To determine the implication of the oxidation degree and surface 
functions in the toxicological response, thermal treatments in H2 atmosphere were applied at two 
temperatures (200 °C and 1000 °C) to produce rGO exhibiting different surface functions. The 
complete characterization of the tested materials was performed to identify the role of functional 
groups in the genotoxic response. 
2. Materials and Methods 
2.1. Synthesis and Characterization of Graphene Oxide and Reduced Graphene Oxide 
Graphene oxide was provided by Antolin Group and prepared by oxidation of Grupo Antolin 
Carbon Nanofibers (GANF®)(Grupo Antolín, Burgos, Spain) using the Hummer’s method [40,41]. 
Tested rGO resulted from reduction of this GO in H2 atmosphere with a hydrogen flow rate of 5 L.h−1 
at 200 °C (rGO200) or 1000 °C (rGO1000). Reduction was performed under controlled conditions to 
modify the oxidation level with minimal impact on material morphology, lateral size, and number of 
layers (Figure 1). Reduction produced rGO samples with closely related physico-chemical 
characteristics compared to the starting GO material, except for their surface chemistry and their 
wetting properties. Physico-chemical characteristics of the tested materials are detailed in Table 1. 
Reduction at 200 °C was only partial and allowed keeping most of the oxygen in the material, while 
the reduction at 1000 °C almost completely removed the oxygen. 
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Figure 1. Transmission electron microscopy micrographs of (A) Graphene oxide, (B) reduced 
graphene oxide at 200 °C, (C) reduced graphene oxide at 1000 °C. 
Table 1. Physico-chemical characteristics of graphene oxide (GO); reduced graphene oxide (rGO)200 
and rGO1000. TEM: transmission electron microscope; HRTEM: high resolution TEM; BET: Brunauer-
Emett-Teller; at. %: atomic %; GANF®: Grupo Antolin carbon nanofibers. 
 GO rGO200 rGO1000 
Synthesis/production 
GANF® processed 
by Hummers’ 
method 
Thermal treatment in 
hydrogen (5 L.h−1) at 
200 °C (2 h) 
Thermal treatment in 
hydrogen (5 L.h−1) at 
1000 °C (2 h) 
Catalyst Ni, Fe, Co, Mn None None 
Carbon content 69 ± 0.4 at. % 83.8 ± 0.5 at. % 98.5 ± 0.5 at. % 
Oxygen content 31± 0.4 at. % 16.2 ± 0.3 at. % 1.5 ± 0.3 at. % 
Number of layers 
(HRTEM) 
1–5 [42,43] 1–5 [42,43] 1–5 [42,43] 
Lateral size (TEM) 0.2 to 8 µm 0.2 to 8 µm 0.2 to 8 µm 
Specific surface area 
(BET) 
228 ± 6.8 m2.g−1 16 ± 0.5 m2.g−1 175 ± 5.2 m2.g−1 
Elemental analysis (percentage of O and C atoms) was obtained by X-ray photoelectron 
spectroscopy (XPS). X-ray photoelectron spectroscopy (XPS) spectra were recorded with a VG 
SCIENTA SES-2002 spectrometer (Scienta Omicron, Taunusstein, Germany) equipped with a 
concentric hemispherical analyzer. Specific surface area was determined by N2 adsorption according 
to the Brunauer, Emett and Teller’s theory (BET) on dry powdered samples using a Micrometrics 
Flow Sorb II 2300 (Micromeritics, Norcross, GA, USA). The dispersion behavior of the two 
nanomaterials was analyzed in the exposure medium using a Turbiscan™ LAB Stability Analyzer 
(Formulaction SA, Toulouse, France). Transmission and backscattering of the near infrared light 
source (880 nm) was measured every 40 µm of the sample height. In order to ensure the detection of 
the nanoparticles, the concentration of 10 mg.L−1 of GO and rGO was selected for dispersion 
monitoring. 
2.2. Metals and Polycyclic Aromatic Hydrocarbons (PAHs) Concentration Analysis in Graphene Oxide 
GO from Grupo Antolin was prepared by oxidation of GANF® (grupo Antolin carbon 
nanofibers) which synthesis involve Ni, Co, Fe and Mn as metal catalysts. In addition, PAHs could 
be associated with GO because of their possible generation during GANF and GO synthesis and may 
be released by desorption from carbon nanomaterials in water [44]. The possible presence of these 
compounds was checked to avoid misanalysis of toxicity-related results [44]. Quantification of metal 
residues in mineralized GO powder was performed as described by Ayouni-Derouiche et al. [45] 
using ICP AES, iCAPTM 6300 analyzer (Thermo Fisher Scientific, Germany) (Crealins, Lyon, France). 
32 PAHs compounds were analysed from GO dispersion in deionized water using gas 
chromatography-mass spectrometry (GC-MS) according to the normalized procedure NF ISO 28,540 
(MicroPolluants Technologie S.A., Saint-Julien-lès-Metz, France). 
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2.3. Xenopus Rearing, Breeding and Exposure Conditions 
Xenopus rearing and breeding were described in previous works [35,36]. Briefly, spawning of 
sexually mature Xenopus was induced by injection of pregnant mare’s gonadotropin. Fecundated 
eggs obtained were bred in active charcoal filtered tap water at 22 ± 2 °C and fed with ground 
aquarium fish food (TetraPhyll®, Tetra, Melle, Germany) until they reach stage 50 according to 
Nieuwkoop & Faber development table [46]. Groups of 20 larvae were exposed for 12 days under 
semi-static conditions with daily feeding and exposure media renewal following the international 
standard ISO 21427-1 procedure. Negative control (NC) condition was composed of reconstituted 
water (RW; 294 mg.L−1 CaCl2.2H2O; 123.25 mg.L−1 MgSO4.7H2O; 64.75 mg.L−1 NaHCO3; 5.75 mg.L−1 
KCl) and cyclophosphamide monohydrate ([6055-19-2], Sigma-Aldrich Chimie, Saint-Quentin 
Fallavier, France) at 20 mg.L−1 in RW was used as genotoxic positive control (PC). GO tested 
concentration ranged from 0.1 to 50 mg.L−1. Due to significant genotoxic effects induced by GO at the 
concentration of 0.1 mg.L−1, this concentration was chosen to further determine toxicological 
pathways involved as well as to determine the consequences of thermal reduction on toxicity. Thus, 
rGO200 and rGO1000 were only tested at 0.1 mg.L−1. 
2.4. Micronucleus Test and Cell Cycle Analysis 
After 12 days of exposure, blood samples were obtained by cardiac puncture in Xenopus larvae 
anaesthetized by immersion in MS222 solution at 0.1 g.L−1. For micronuclei assay, smears were 
prepared from blood samples, fixed in methanol for 10 min before performing hematoxylin and eosin 
staining. The number of micronucleated erythrocytes (MNE) over a total of 1000 erythrocytes (MNE 
‰) was counted under the optical microscope Olympus CX41 (oil immersion lens, ×1500) (Olympus, 
Tokyo, Japan). Blood sub-samples were fixed using cold ethanol (70% v/v) and stored at −20 °C until 
use. Prior to the flow cytometric analysis, cells were rinsed using PBS and labelled with FxCycle™ 
PI/RNase Staining Solution (Thermo Fisher Scientific, Bremen, Germany) according to 
manufacturer’s recommendations. Propidium iodide fluorescence was measured using MACSQuant 
analyzer 10 (Miltenyi Biotec, San Diego, CA, USA) equipped with a 488-nm excitation laser. For each 
sample, 10,000 events were acquired in a region corresponding to erythrocytes after removal of cell 
doublets. For gating strategy, see Figure S1. 
2.5. Gene Expression Analysis in the Livers 
As the liver constitute the main organ of erythropoiesis and is implied in multiple metabolic 
functions in X. laevis [47], this organ was chosen to determine toxicological mechanisms involved in 
the genotoxic response at low GBMs concentration (0.1 mg.L−1). For this purpose, analysis of the 
expression of 15 genes encoding for proteins involved in oxidative stress response (gpx1, cat, sod 
(Cu/Zn), sod(Mn)), inflammation processes (pparγ, cox1, cox2, lta4, 5-lox), detoxification (cyp1a1, 
tap, gst) and DNA repair (rad51, mutl, odc) was performed. Total RNA were extracted from 15 to 25 
mg of liver samples using the SV Total Isolation System kit (Promega, Madison, WI, USA) according 
to manufacturer’s instructions. Reverse transcription was carried out from 1 µg of total RNA using 
the GoScriptTM Reverse Transcription System kit (Promega) according to manufacturer’s 
recommendations. Nnucleotide sequences of the primers were obtained from the online NCBI 
Nucleotide database and primer pairs were determined using the Primer3Plus software. All the 
primer pairs used are reported in Table S1. 
Real-time qPCR was carried out using GoTaq® qPCR Master Mix kit (Promega, Madison, WI, 
USA) on five samples per condition. PCR reactions contained 17 µL of a mixture of Nuclease-Free 
Water and GoTaq® qPCR Master Mix containing the SyberGreen fluorescent dye, 2 µL of specific 
primer pairs mix (200 µM each) and 1µL of cDNA. Real-time quantitative PCR reactions were 
performed in a Mx3000P® qPCR System (Stratagene, La Jolla, CA, USA). The amplification program 
consisted in one cycle at 95 °C for 10 min, then 45 amplification cycles at 95 °C for 30 s, 60 °C for 30 s 
and 72 °C for 30 s. Specificity was determined for each reaction from the dissociation curve of the 
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PCR product. This dissociation curve was obtained by following the SYBR Green fluorescence level 
during a gradual heating of the PCR products from 60 to 95 °C. 
Cycle thresholds (Ct) were obtained from MxProTM qPCR software for each gene. Relative 
quantification of each gene expression level was normalized according to the mean Ct value of two 
stable reference genes (β actin, gapdh) according to the 2∆Ct methods described by Livak and 
Schmittgen [48]. Induction factors, compared to control group, were then determined as previously 
described [49]. 
2.6. Statistical Analysis 
Data of micronucleus frequencies from three repeated experiments were analyzed using McGill 
non-parametric test [50] on median values of each group of larvae. This test consists in comparing 
medians of samples of size n (where n ≥ 7) and in determining their 95% confidence intervals (95% 
CI). 95% CI are expressed by M ± 1.57 × IQR/√n, where M is the median and IQR is the inter-quartile 
range [50]. The difference between the medians of the test groups and the median of the NC group is 
significant with 95% certainty if there is no overlap. For cell-cycle data, normality was assessed with 
Kolmogorov-Smirnov test and homogeneity of variances with Levene’s test. One-way analysis of 
variance (ANOVA) followed by Tukey test were used to compare cell-cycle phase distribution among 
conditions. One-way ANOVA on ranks and Tukey post-hoc test (p < 0.05) were used to statistically 
compare differential gene expression levels. 
3. Results and Discussion 
3.1. Surface Chemistry and Dispersion Behavior 
Surface chemistry of GO and rGOs evaluated by high resolution X-ray photoelectron 
spectroscopy (XPS) allowed identification of oxygen-containing groups present in the materials 
(Figure 2, Table 2). 
 
Figure 2. X-ray photoelectron spectroscopy (XPS) survey spectra of GO, rGO200 and rGO1000 
materials (A); C1s and O1s deconvoluted XPS spectra for GO, rGO200 and rGO1000 (B). 
For GO, the C1s spectrum obtained by XPS exhibits two main peaks at 284.6 eV and 286.8 eV 
(Figure 2B), which are correlated with the sp2 carbon (Csp2) of the graphene and oxygen functional 
groups, respectively. The 286.8 eV signal is deconvoluted into several peaks located at 286.8 eV, 288.6 
eV and 287.61 eV. The most intense one is the 286.8 eV peak (24.7 at. %, Table 2), which corresponds 
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to the carbon involved in hydroxyl groups (C-OH), ether and particularly epoxide groups (C–O–C) 
[51,52]. 
Table 2. Assignments of C1s XPS peaks for GO, rGO200 and rGO1000. Csp2: sp2 carbon; Sat.: shake-
up satellites (π to π* transitions). 
GO rGO200 rGO1000 
Peak assignment at. % Peak assignment at. % Peak assignment at. % 
Csp2 graphene 35.5 Csp2 graphene 64.5 Csp2 graphene 89.7 
C–OH/C–O–C 24.7 C–OH/C–O–C 7.8 C–OH/C–O–C 0.6 
C=O 2.5 C=O 5.8 C=O 0.5 
O=C–O 5.3 O=C–O 1.3 O=C–O 0.1 
Sat. 1.4 Sat. 4.5 Sat. 7.7 
The two other peaks are related to carbonyl (C=O) and carboxylic (O=C–O) groups and account 
for 2.5 and 5.3 at. %, respectively. Thermal reduction induced modifications of the chemical 
composition of GO. After annealing GO at 200 °C, the C1s spectra exhibited mainly one peak at 284.6 
eV, corresponding to the sp2 carbon in graphene. This peak was narrower compared to that of GO, 
suggesting an increase in the graphitization level. The intense peak of the epoxide groups (286.8 nm) 
present on GO was removed by this treatment, leaving two shoulders associated with the hydroxyl 
groups and, to a lesser extent, with the ethers/epoxide (C–OH/C–O–C), C=O and O=C–O oxygen-
containing functional groups. In agreement with previous work from Jung et al. [51], the use of 
temperature programmed desorption coupled with mass spectrometry (TPD-MS) indicated that 
removal of epoxide groups at 200 °C was accompanied by the release of CO, CO2 and H2O gases 
(data not shown). A dual path mechanism which proceeded by the release of solely molecular oxygen 
via a cycloaddition reaction from epoxide–epoxide pairs was proposed for the reduction of oxidized 
graphene [52]. Formation of ether–epoxide pairs at high O coverage further promoted the elimination 
of oxygen functional groups by releasing CO/CO2 mixtures, along with H2O formation. Stronger 
reduction conditions (1000 °C) resulted in a material containing poorly oxygenated surface groups 
(Table 2), and a total oxygen content of 1.5 at. %. Details about the nature of the oxygen groups can 
also be seen in the O1s spectrum (Figure 2B). 
The dispersion over time of GO and rGO200 in the medium of exposure (reconstituted water 
composed of deionized water added with salts) and in absence of Xenopus larvae is shown in Figure 3. 
 
Figure 3. Monitoring of the stability of GO and rGO200 dispersion in the water column of exposure 
medium over 24 h (in absence of Xenopus larvae), expressed by the percentage of transmission 
detected after the light goes through the sample. Blank: medium without nanoparticles. 
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The results indicate a slight decrease in transmission over 24 h for the GO while this was not 
observed for rGO. Dispersion of these two materials was previously studied and a good dispersion 
capacity of both materials was observed in distilled water, with a better stability in the case of GO 
[53,54]. However, it was indicated that the presence of CaCl2 reduced the GO stability due to 
adsorption of Ca2+ ions on the negatively charged functional groups, leading to reduced surface 
charge. In addition, rGO stability was less influenced by these ions due to the lower amount of 
functional groups, limiting Ca2+ adsorption [55]. As our exposure medium contains NaCl and CaCl2, 
results from Chowdhury and collaborators [55] are consistent with our observations. Nonetheless, 
the dispersion state of the nanoparticles is strongly affected in presence of Xenopus larvae. As active 
filter feeders, it was previously observed that the water column is completely filtered in less than 24 
h, resulting in nanoparticle accumulation in feces [39]. 
3.2. Metals and PAHs Contamination 
Results of metallic residue quantifications are expressed in milligrams of metal per liter of 
exposure medium (Table 3). 
Table 3. Concentration of metals (Ni: nickel; Co: cobalt; Fe: iron; Mn: manganese) and polycyclic 
aromatic hydrocarbons (PAHs) released in the exposure medium at 10 mg.L−1 of GO. Among the 32 
analyzed PAHs, only those with a concentration over the detection limit are listed. 
 Metals concentrations in the 
medium (mg.L−1) 
 
PAHs concentrations in the 
medium (µg.L−1) 
Ni 35.5 Naphtalene 3.5.10−4 
Co 24.7 Acenaphtene 2.5.10−4 
Fe 2.5 Phenanthrene 3.2.10−4 
Mn 5.3 Fluoranthene 2.4.10−4 
  Benzo(a)anthracene 2.4.10−4 
  Chrysene 2.5.10−4 
  Benzo(b+j)fluoranthene 2.5.10−4 
  2-Methyl Naphtalene 5.8.10−4 
According to these results, at 10 mg.L−1 of GO dispersed in medium, the concentration of metals 
was 6.9 10−4, <2.3 10−4, <6.0 10−4 and 149.8 10−4 mg.L−1 for Ni, Co, Fe and Mn, respectively. However, a 
recovery efficiency of 91 ± 5% was measured from the certified reference material leading to a slight 
under-estimation of metal quantities in GO due to the complexity to perform metal analysis in a 
nanocarbon matrix. Among 32 PAHs compounds investigated in the exposure medium 
contaminated with GO at 10 mg.L−1, 24 were below detection limit (<20 ng.L−1). PAHs concentrations 
ranged from 2.4 10−4 µg.L−1 for Fluoranthene and Benzo(a)anthracene to 5.8 10−4 µg.L−1 for 2-Methyl 
Naphtalene (Table 3). After 12 days of exposure to such GO concentration, the total amount of 
contaminants potentially bioavailable for Xenopus larvae would be 16.6 10−3, <5.52 10−3, <14.4 10−3 and 
359.52 10−3 µg of Ni, Co, Fe and Mn, respectively and a total amount of 5.95.10−2 µg of PAHs. Metal 
ions such as Mn2+ and Fe2+ were shown to induce DNA scission when associated to GO [56] and PAHs 
constitute hazardous contaminants for humans and wildlife [57,58] that are known to exert 
genotoxicity towards amphibians [59,60]. However, total concentrations detected were too low to 
induce significant toxicity in larvae [61]. Thus, we can state that results obtained from bioassays 
performed in our study could be fully attributed to GO exposure. 
3.3. Cell-cycle Analysis 
Flow cytometry measurement of erythrocyte cell cycle highlighted an overall significant 
decrease in G2/M and S-phase cells (ANOVA, S-phase: p < 0.001; G2/M: p < 0.001) as well as an 
increase in G0/G1 cells (ANOVA, p < 0.001) with increasing concentration of GO (Figure 4). 
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Figure 4. Cell-cycle distribution in G0/G1, S and G2/M phase analyzed from circulating erythrocytes 
of Xenopus laevis exposed to increasing concentrations of GO for 12 days. NC: negative control, N = 
13, analysis of variance (ANOVA) p < 0.001 followed by Tukey test. Letters indicate significant 
differences between concentrations tested for each phase of the cell cycle. 
The lowest concentration inducing significant changes in erythrocyte cell cycle was observed at 
1 mg.L−1 of GO, resulting in significantly decreased G2/M and S-phase compared to the control group, 
while results obtained from organisms exposed at 0.1 mg.L−1 of GO were similar to the control group. 
After 12 days of exposure at the concentration of 50 mg.L−1, erythrocyte accumulated in the G0/G1 
phase of cell-cycle with a concomitant strong decrease in G2/M and S-phase percentage. According 
to data from the literature, almost all studies focusing on effects of GO on cell-cycle-related endpoints 
were performed in vitro. However, exposures to pristine or functionalized graphene oxide were 
shown to disturb cell-cycle progression, leading to accumulations of cells in early phases [62–65] that 
is consistent with our results. Petibone and collaborators [64] highlighted the key role of the p53 
protein in cell cycle arrest after GO exposure, leading to cell accumulation in G0/G1 phase while p53-
deficient cell line accumulated in S-phase. p53 is known to be involved in DNA damage response 
signaling pathway, driving to cell cycle arrest following genotoxic stress [66,67]. Upregulation of p53 
expression was previously highlighted in mouse embryonic stem cells after exposure to other carbon-
based nanoparticles such as carbon nanotubes and nanodiamonds [68,69]. In addition, a 
downregulation of protein S-phase kinase-associated protein involved in the control of the 
progression from G1 phase to S-phase during mitosis process was observed in human liver cancer 
HepG2 cells exposed to graphene oxide [70]. As the liver constitutes the main organ of erythropoiesis 
in X. laevis [47], a closely related mechanism could explain results obtained in our study. Thereby we 
can suggest that disturbances of erythrocyte cell-cycle observed in vivo in X. laevis tadpoles under 
our experimental conditions could be associated to modulations of gene expression and activities of 
proteins involved in cell-cycle regulation. However, further studies are needed to confirm these 
hypotheses. 
Cell division constitutes a sine qua non-condition to produce a micronucleus after chromosome 
breakage (clastogenesis) or/and disturbance of chromosome segregation machinery (aneugenesis) 
[71,72]. As the majority of cells were blocked at the G0/G1 stage in larvae exposed to GO at 
concentrations ranging from 1 to 50 mg.L−1, the decrease in erythrocyte mitotic rates measured would 
lead to inconsistent results in the evaluation of micronuclei induction at these concentrations. 
3.4. Genotoxicity 
In accordance with ISO/FDIS 21427-1 standards, as mitotic rates were significantly lower in the 
1, 10 and 50 mg.L−1 of GO compared to the control group, micronuclei were not accounted in these 
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conditions. In addition, in all experimental groups, larvae exposed to PC (cyclophosphamide at 20 
mg.L−1) exhibited significantly higher median values of micronucleated erythrocytes (MNE ‰) 
compared to their respective NC group, validating the results of the micronucleus tests. A significant 
increase in micronucleus occurrence was observed in erythrocytes of larvae exposed to the 0.1 mg.L−1 
concentration of GO compared to the NC group (Figure 5). Contrary to the results obtained with the 
most oxidized form of the material, exposure to 0.1 mg.L−1 of rGO did not induce an increase in 
micronucleated erythrocyte occurrence compared to the control group, regardless of the reduction 
temperature performed (200 °C or 1000 °C, Figure 5). 
 
Figure 5. Micronucleus induction measured in erythrocytes of Xenopus laevis larvae exposed for 12 
days to GO or rGO (rGO200 or rGO1000). MNE: micronucleated erythrocytes; NC: negative control; 
PC: positive control; *: significant difference compared to the NC (McGill test). 
The results obtained demonstrated that GO is able to induce the formation of nuclear 
abnormalities in vivo at low concentrations in amphibian larvae. Induction of genotoxic effects 
through increase of micronuclei occurrence as well as DNA fragmentation or chromosome aberration 
were previously observed in vivo in rodents [28,29,73–75]. Thus, these data from the literature are 
consistent with our results. On the contrary, no genotoxicity using comet assay was found in the gills 
of zebrafish exposed to GO concentrations from 2 to 20 mg.L−1 during 72 h [31]. However, despite the 
differences in exposure duration and conditions, micronucleus and comet assays are not devoted to 
highlighting similar genotoxic pathways and mechanisms [76]. This also suggests that GO exposure 
induces breaks at chromosomal level rather than chromatic level [71]. It was highlighted that GO 
strongly interacted with DNA in vitro, causing interferences with DNA segregation during cell-cycle 
and generated mutagenic effects [29,77]. In addition, according to molecular dynamics simulations, 
the driving force of interactions between nucleotides and carbon-based nanosurfaces is the π stacking 
noncovalent interaction between aromatic rings, which may lead to self-assembly between DNA and 
graphene potentially causing DNA deformation and breakage [78]. However, this assumption is 
unlikely due to more limited direct interactions between GO and erythroid progenitors or circulating 
erythrocytes using in vivo exposure. Thus, it is more likely that mutagenic effects observed were 
associated to DNA damages generated by reactive oxygen species (ROS) that are described as being 
mainly implied in DNA fragmentation, as they are involved as secondary messengers in many 
intracellular signaling cascades and can damage cellular macromolecules [79]. 
3.5. Genes Expressions in the Livers of Larvae Exposed to GO and rGO 
Analysis of the relative gene expression levels after 12 days of exposure reveals a significant 
induction of most of the studied genes in the liver of larvae exposed to GO at 0.1 mg.L−1 (Table 4). 
Some genes involved in oxidative stress response and inflammation (gpx1, sod(Cu/Zn), sod(Mn), 
pparγ, 5-lox and cox1) were significantly induced from 2.6 to 5.84 times more than the negative control. 
Finally, some detoxification processes occurred as shown by the induction of cyp1a1 and tap. On the 
contrary, no significant modulation of gene expressions was noticed in rGO conditions (Table 4). 
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Table 4. Differential gene expression in Xenopus larvae liver (n = 5) after 12 days of exposure to GO, 
rGO200 and rGO1000 at 0.1 mg.L−1. For each condition, results are given as induction (>1) or 
repression (<1) factors compared to the negative control. Only statistically significant values are given; 
“-” indicates factors similar to control levels. 
Functions Genes Genes relative expression 
Oxidative stress response  GO 0.1 mg.L−1 
rGO200  
0.1 mg.L−1 
rGO1000 
0.1 mg.L−1 
 gpx1 5.84 ± 0.54 - - 
 cat - - - 
 sod(Cu/Zn) 2.76 ± 0.21 - - 
 sod(Mn) 2.48 ± 0.15 - - 
Inflammation processes pparγ 5.71 ± 0.37 - - 
 cox1 3.65 ± 0.2 - - 
 cox2 - - - 
 lta4 - - - 
 5-lox 2.60 ± 0.17 - - 
DNA repair rad51 - - - 
 mut - - - 
 odc - - - 
Detoxification cyp1a1 4.99 ± 0.53 - - 
 tap 19.09 ± 0.95 - - 
 gst - - - 
Upregulation of gene expression related to cytoplasmic and mitochondrial super-oxide 
dismutase (sod(Cu/Zn) and sod(Mn)) indicates that exposure to 0.1 mg.L−1 of GO induce oxidative 
stress. Furthermore, contrary to RNA expression level of the catalase gene, significant upregulation 
of gpx1 suggest that hydrogen peroxide produced is mainly eliminated through glutathione pathway 
[80,81]. Capacity of GO to induce oxidative stress in vivo was observed in a wide range of biological 
models such as rodents [28], fish [82], nematodes [83] or paramecium [84]. In the case of carbon 
nanotube exposure, an interdependent relationship between ROS production and inflammatory 
response was evidenced [85]. Similarly, inflammatory responses were frequently observed in vivo in 
rodents after GO exposure [86–89] and to a lesser extent after rGO exposure [21,90]. This corroborate 
with our results and confirm previous hypothesis suggesting that observed genotoxicity result from 
oxidative stress and inflammation process in the liver [91], constituting the erythropoietic organ in 
X. laevis tadpoles. Thus, oxidative stress affecting erythrocyte progenitors associated to an absence of 
upregulation of DNA repair-related genes result in the release of micronucleated erythrocytes in the 
circulation. 
Thermal reduction under a hydrogen atmosphere produced material that no longer exerted 
oxidative stress, inflammatory response, disturbance of erythrocyte cell cycle (data not shown) as 
well as genotoxicity at low concentration. Genotoxic potential of GO in vitro was previously shown 
to be related to material lateral size [92]. However, in our study conditions, GO and rGOs tested were 
of similar range of lateral size suggesting that differences observed between the two types of GBMs 
were not correlated to this material characteristic. The main difference between tested GO and rGOs 
was the oxygen content (C/O ratio) and by extension surface chemistry including the nature of 
oxygen-containing functionalities. This parameter appears to be a good candidate to explain 
differences observed in genotoxic potential of these nanomaterials. Indeed, some studies 
demonstrated that oxidized carbon-based nanoparticles exerted higher genotoxicity compared to 
their non-oxidized counterparts [20,93]. However, other studies obtained contradictory results, 
indicated that the reduced form of GO exerted higher toxicity compared to the oxidized material. It 
was observed for cytotoxicity in cell lines [22,23], bacterial growth inhibition [94] or in impairment of 
embryo-larval development of zebrafish [95]. However, a recent study indicated that rGO toxicity 
depended on the reduction pathway used to produce the material [96]. Studies previously cited 
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highlighting a higher toxicity of rGO were performed using materials produced from acidification or 
using reducing agents such as hydrazine or ascorbic acid. In our case, it appears that thermal 
reduction in a H2 atmosphere of GO produced safer material with lower genotoxic potential. Initially, 
GO is composed of several oxygen-containing functional groups such as epoxy, hydroxyl and 
carboxyl groups, regardless of the production process [97]. XPS analysis performed on different 
materials produced allowed changes in the chemical surface composition of GO during reduction 
process. Therefore, functional groups such as epoxides were removed after annealing GO at 200 °C. 
These functions could clearly be responsible for the GO-induced genotoxic effects. Indeed, these 
epoxide functions are also produced in the liver by Benzo[a]pyrene metabolization and are well-
known for being responsible for DNA adducts and damage induction [98]. Thus, contradictory 
results from the literature concerning the hazard potential of GBMs may possibly be explained by 
differences in the surface functions of the tested materials from one study to another. In our study, 
the fully-reduced GO produced after thermal reduction at 1000 °C led to a material with very few 
residuals of oxygenated surface groups and with a C/O ratio value comparable to the few layer 
graphene that was shown to be non-genotoxic towards X. laevis under similar experimental 
conditions [38], which is consistent with our observations and hypotheses. 
4. Conclusions 
According to results obtained in this work, we showed the importance of the nature of oxygen-
containing functions of GBMs, especially the epoxide groups, in their hazard potential toward aquatic 
species. Indeed, GO is able to induce oxidative stress and inflammatory response at low 
concentrations, leading to mutagenic effects in vivo in Xenopus laevis tadpoles. At higher 
concentrations, the toxicity is reflected by disturbances in erythrocytic mitosis, resulting in 
accumulation of cells in G0/G1 phase. Thermal reduction of GO into rGO under our study conditions 
produced material that no longer induced oxidative stress, inflammation and genotoxic effects at low 
concentration. According to data from the literature, it appears that the reduction process used to 
produce rGO may determine the hazard potential of the reduced material. Thereby, although the 
thermal treatment of GO performed at 200 °C decreased the toxic potential of GO, reduction of 
material oxygen content through the methodology used in our study conditions appears to constitute 
a good strategy to produce a safer material for aquatic species [99]. 
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Author Contributions: Conceptualization, P.G.; F.M. and E.P.; methodology, S.C. and C.M.G.; formal analysis, 
L.E.; L.L.; A.M.; P.L.; G.D.; G.C.; C.S.; E.O.; A-M.G. and C.M.G.; investigation, L.E. and L.L.; resources, S.C.; 
writing—original draft preparation, L.E.; writing—review and editing, A.M.; supervision, P.G.; F.M.; E.P.; E.F. 
and L.G.; project administration, F.M.; E.F. and L.G.; funding acquisition, F.M.; E.P.; E.F. and L.G. 
Funding: This project has received funding from the European Union’s Horizon 2020 research and innovation 
programme under grant agreement No 696656. This research was also supported by the French Ministry of 
National Education, Higher Education and Research. 
Acknowledgments: Samar Hajjar is acknowledged for the help provided with the XPS measurements obtained 
through the use of the IS2M technical platform. Linda Ayouni-Derouiche and Inès Guizani are acknowledged 
for metallic impurities measurement at the Crealins laboratory. 
Conflicts of Interest: The authors declare no conflict of interest. 
References 
1. Bianco, A.; Cheng, H.-M.; Enoki, T.; Gogotsi, Y.; Hurt, R.H.; Koratkar, N.; Kyotani, T.; Monthioux, M.; Park, 
C.R.; Tascon, J.M. All in the Graphene Family–A Recommended Nomenclature for Two-Dimensional 
Carbon Materials. Carbon 2013, 65, 1–6. 
Nanomaterials 2019, 9, 584 12 of 16 
 
2. Geim, A.K.; Novoselov, K.S. The rise of graphene. Nat. Mater. 2007, 6, 183. 
3.  Geim, A.K. Graphene: Status and prospects. Science 2009, 324, 1530–1534. 
4.  Zhu, Y.; Ji, H.; Cheng, H.-M.; Ruoff, R.S. Mass production and industrial applications of graphene materials. 
Nat. Sci. Rev. 2018, 5, 90–101. 
5.  Paredes, J.I.; Villar-Rodil, S.; Martínez-Alonso, A.; Tascon, J.M.D. Graphene oxide dispersions in organic 
solvents. Langmuir 2008, 24, 10560–10564. 
6.  Kim, H.M.; Kim, S.G.; Lee, H.S. Dispersions of partially reduced graphene oxide in various organic solvents 
and polymers. Carbon Lett. 2017, 23, 55–62. 
7.  Bianco, A.; Prato, M. Safety concerns on graphene and 2D materials: A Flagship perspective. 2D Mater. 
2015, 2, 030201. 
8.  Guiney, L.M.; Wang, X.; Xia, T.; Nel, A.E.; Hersam, M.C. Assessing and Mitigating the Hazard Potential of 
Two-Dimensional Materials. ACS Nano 2018, 12, 6360–6377. 
9.  Kraegeloh, A.; Suarez-Merino, B.; Sluijters, T.; Micheletti, C. Implementation of Safe-by-Design for 
Nanomaterial Development and Safe Innovation: Why We Need a Comprehensive Approach. 
Nanomaterials 2018, 8, 239. 
10.  Park, M.V.D.Z.; Bleeker, E.A.J.; Brand, W.; Cassee, F.R.; van Elk, M.; Gosens, I.; de Jong, W.H.; Meesters, 
J.A.J.; Peijnenburg, W.J.G.M.; Quik, J.T.K.; et al. Considerations for Safe Innovation: The Case of Graphene. 
ACS Nano 2017, 11, 9574–9593. 
11.  Goodwin, D.G.; Adeleye, A.S.; Sung, L.; Ho, K.T.; Burgess, R.M.; Petersen, E.J. Detection and Quantification 
of Graphene-Family Nanomaterials in the Environment. Environ. Sci. Technol. 2018, 52, 4491–4513. 
12.  Mottier, A.; Mouchet, F.; Pinelli, É.; Gauthier, L.; Flahaut, E. Environmental impact of engineered carbon 
nanoparticles: From releases to effects on the aquatic biota. Curr. Opin. Biotechnol. 2017, 46, 1–6. 
13.  Zhao, J.; Wang, Z.; White, J.C.; Xing, B. Graphene in the Aquatic Environment: Adsorption, Dispersion, 
Toxicity and Transformation. Environ. Sci. Technol. 2014, 48, 9995–10009. 
14.  Ersan, G.; Apul, O.G.; Perreault, F.; Karanfil, T. Adsorption of organic contaminants by graphene 
nanosheets: A review. Water Res. 2017, 126, 385–398. 
15.  Haubner, K.; Murawski, J.; Olk, P.; Eng, L.M.; Ziegler, C.; Adolphi, B.; Jaehne, E. The Route to Functional 
Graphene Oxide. ChemPhysChem 2010, 11, 2131–2139. 
16.  Guo, X.; Mei, N. Assessment of the toxic potential of graphene family nanomaterials. J. Food Drug Anal. 
2014, 22, 105–115. 
17.  Ou, L.; Song, B.; Liang, H.; Liu, J.; Feng, X.; Deng, B.; Sun, T.; Shao, L. Toxicity of graphene-family 
nanoparticles: A general review of the origins and mechanisms. Part. Fibre Toxicol. 2016, 13, 57. 
18.  Fadeel, B.; Bussy, C.; Merino, S.; Vázquez, E.; Flahaut, E.; Mouchet, F.; Evariste, L.; Gauthier, L.; Koivisto, 
A.J.; Vogel, U.; et al. Safety Assessment of Graphene-Based Materials: Focus on Human Health and the 
Environment. ACS Nano 2018, 12, 10582–10620. 
19.  Das, S.; Singh, S.; Singh, V.; Joung, D.; Dowding, J.M.; Reid, D.; Anderson, J.; Zhai, L.; Khondaker, S.I.; Self, 
W.T.; et al. Oxygenated Functional Group Density on Graphene Oxide: Its Effect on Cell Toxicity. Part. Part. 
Syst. Charact. 2013, 30, 148–157. 
20.  Hashemi, E.; Akhavan, O.; Shamsara, M.; Daliri, M.; Dashtizad, M.; Farmany, A. Synthesis and cyto-
genotoxicity evaluation of graphene on mice spermatogonial stem cells. Colloids Surf. B Biointerfaces 2016, 
146, 770–776. 
21.  Li, R.; Guiney, L.M.; Chang, C.H.; Mansukhani, N.D.; Ji, Z.; Wang, X.; Liao, Y.-P.; Jiang, W.; Sun, B.; Hersam, 
M.C.; et al. Surface Oxidation of Graphene Oxide Determines Membrane Damage, Lipid Peroxidation, and 
Cytotoxicity in Macrophages in a Pulmonary Toxicity Model. ACS Nano 2018, 12, 1390–1402. 
22.  Jaworski, S.; Sawosz, E.; Kutwin, M.; Wierzbicki, M.; Hinzmann, M.; Grodzik, M.; Winnicka, A.; Lipinska, 
L.; Wlodyga, K.; Chwalibog, A. In vitro and in vivo effects of graphene oxide and reduced graphene oxide 
on glioblastoma. Int. J. Nanomed. 2015, 10, 1585–1596. 
23.  Contreras-Torres, F.F.; Rodríguez-Galván, A.; Guerrero-Beltrán, C.E.; Martínez-Lorán, E.; Vázquez-Garza, 
E.; Ornelas-Soto, N.; García-Rivas, G. Differential cytotoxicity and internalization of graphene family 
nanomaterials in myocardial cells. Mater. Sci. Eng. C 2017, 73, 633–642. 
24.  Jackson, S.P.; Bartek, J. The DNA-damage response in human biology and disease. Nature 2009, 461, 1071–1078. 
25.  Sukumaran, S.; Grant, A. Effects of genotoxicity and its consequences at the population level in sexual and 
asexual Artemia assessed by analysis of inter-simple sequence repeats (ISSR). Mutat. Res. Toxicol. Environ. 
Mutagen. 2013, 757, 8–14. 
Nanomaterials 2019, 9, 584 13 of 16 
 
26.  Seabra, A.B.; Paula, A.J.; de Lima, R.; Alves, O.L.; Durán, N. Nanotoxicity of Graphene and Graphene 
Oxide. Chem. Res. Toxicol. 2014, 27, 159–168. 
27.  Ema, M.; Gamo, M.; Honda, K. A review of toxicity studies on graphene-based nanomaterials in laboratory 
animals. Regul. Toxicol. Pharmacol. 2017, 85, 7–24. 
28.  El-Yamany, N.A.; Mohamed, F.F.; Salaheldin, T.A.; Tohamy, A.A.; Abd El-Mohsen, W.N.; Amin, A.S. 
Graphene oxide nanosheets induced genotoxicity and pulmonary injury in mice. Exp. Toxicol. Pathol. 2017, 
69, 383–392. 
29.  Liu, Y.; Luo, Y.; Wu, J.; Wang, Y.; Yang, X.; Yang, R.; Wang, B.; Yang, J.; Zhang, N. Graphene oxide can 
induce in vitro and in vivo mutagenesis. Sci. Rep. 2013, 3, 3469. 
30.  Mendonça, M.C.P.; Soares, E.S.; de Jesus, M.B.; Ceragioli, H.J.; Irazusta, S.P.; Batista, Â.G.; Vinolo, M.A.R.; 
Maróstica Júnior, M.R.; da Cruz-Höfling, M.A. Reduced graphene oxide: Nanotoxicological profile in rats. 
J. Nanobiotechnol. 2016, 14, 53. 
31.  Souza, J.P.; Baretta, J.F.; Santos, F.; Paino, I.M.M.; Zucolotto, V. Toxicological effects of graphene oxide on 
adult zebrafish (Danio rerio). Aquat. Toxicol. 2017, 186, 11–18. 
32.  Montagner, A.; Bosi, S.; Tenori, E.; Bidussi, M.; Alshatwi, A.A.; Tretiach, M.; Prato, M.; Syrgiannis, Z. 
Ecotoxicological effects of graphene-based materials. 2D Mater. 2016, 4, 012001. 
33.  de Lapuente, J.; Lourenço, J.; Mendo, S.A.; Borràs, M.; Martins, M.G.; Costa, P.M.; Pacheco, M. The Comet 
Assay and its applications in the field of ecotoxicology: A mature tool that continues to expand its 
perspectives. Front. Genet. 2015, 6, 180. 
34.  Mouchet, F.; Gauthier, L. Genotoxicity of Contaminants: Amphibian Micronucleus Assays. In Encyclopedia 
of Aquatic Ecotoxicology; Férard, J.-F., Blaise, C., Eds.; Springer: Dordrecht, The Netherlands, 2013; pp. 547–
558, ISBN:978-94-007-5704-2. 
35.  Mouchet, F.; Landois, P.; Sarremejean, E.; Bernard, G.; Puech, P.; Pinelli, E.; Flahaut, E.; Gauthier, L. 
Characterisation and in vivo ecotoxicity evaluation of double-wall carbon nanotubes in larvae of the 
amphibian Xenopus laevis. Aquat. Toxicol. 2008, 87, 127–137. 
36.  Mouchet, F.; Landois, P.; Puech, P.; Pinelli, E.; Flahaut, E.; Gauthier, L. Carbon nanotube ecotoxicity in 
amphibians: Assessment of multiwalled carbon nanotubes and comparison with double-walled carbon 
nanotubes. Nanomedicine 2010, 5, 963–974. 
37.  Mottier, A.; Mouchet, F.; Laplanche, C.; Cadarsi, S.; Lagier, L.; Arnault, J.-C.; Girard, H.A.; León, V.; 
Vázquez, E.; Sarrieu, C.; et al. Surface Area of Carbon Nanoparticles: A Dose Metric for a More Realistic 
Ecotoxicological Assessment. Nano Lett. 2016, 16, 3514–3518. 
38.  Muzi, L.; Mouchet, F.; Cadarsi, S.; Janowska, I.; Russier, J.; Ménard-Moyon, C.; Risuleo, G.; Soula, B.; 
Galibert, A.-M.; Flahaut, E.; et al. Examining the impact of multi-layer graphene using cellular and 
amphibian models. 2D Mater. 2016, 3, 025009. 
39.  Lagier, L.; Mouchet, F.; Laplanche, C.; Mottier, A.; Cadarsi, S.; Evariste, L.; Sarrieu, C.; Lonchambon, P.; 
Pinelli, E.; Flahaut, E.; et al. Surface area of carbon-based nanoparticles prevails on dispersion for growth 
inhibition in amphibians. Carbon 2017, 119, 72–81. 
40.  Hummers Jr, W.S.; Offeman, R.E. Preparation of graphitic oxide. J. Am. Chem. Soc. 1958, 80, 1339. 
41.  Lobato, B.; Merino, C.; Barranco, V.; Centeno, T.A. Large-scale conversion of helical-ribbon carbon 
nanofibers to a variety of graphene-related materials. RSC Adv. 2016, 6, 57514–57520. 
42.  Tabet, L.; Bussy, C.; Amara, N.; Setyan, A.; Grodet, A.; Rossi, M.J.; Pairon, J.-C.; Boczkowski, J.; Lanone, S. 
Adverse Effects of Industrial Multiwalled Carbon Nanotubes on Human Pulmonary Cells. J. Toxicol. 
Environ. Health A 2008, 72, 60–73. 
43.  Agence nationale de sécurité sanitaire de l’alimentation de l’environnement et du travail (Anses) AVIS 
relatif à « l’évaluation des risques liés au GRAPHISTRENGTH C100 réalisée dans le cadre du programme Genesis ». 
Available online: https://www.anses.fr/fr/system/files/AP2007sa0417-4.pdf (accessed on 8 April 2019). 
44.  Petersen, E.J.; Henry, T.B.; Zhao, J.; MacCuspie, R.I.; Kirschling, T.L.; Dobrovolskaia, M.A.; Hackley, V.; 
Xing, B.; White, J.C. Identification and Avoidance of Potential Artifacts and Misinterpretations in 
Nanomaterial Ecotoxicity Measurements. Environ. Sci. Technol. 2014, 48, 4226–4246. 
45.  Ayouni-Derouiche, L.; Méjean, M.; Gay, P.; Milliand, M.-L.; Lantéri, P.; Gauthier, L.; Flahaut, E. 
Development of efficient digestion procedures for quantitative determination of cobalt and molybdenum 
catalyst residues in carbon nanotubes. Carbon 2014, 80, 59–67. 
Nanomaterials 2019, 9, 584 14 of 16 
 
46.  Nieuwkoop, P.D.; Faber, J. Normal Table of Xenopus Laevis (Daudin). A Systematical and Chronological 
Survey of the Development from the Fertilized Egg Till the End of Metamorphosis. P. D. Nieuwkoop , J. 
Faber. Q. Rev. Biol. 1958, 33, 85. 
47.  Tsiftsoglou, A.S.; Vizirianakis, I.S.; Strouboulis, J. Erythropoiesis: Model systems, molecular regulators, and 
developmental programs. IUBMB Life 2009, 61, 800–830. 
48.  Livak, K.J.; Schmittgen, T.D. Analysis of Relative Gene Expression Data Using Real-Time Quantitative PCR 
and the 2−ΔΔCT Method. Methods 2001, 25, 402–408. 
49.  Barjhoux, I.; Gonzalez, P.; Baudrimont, M.; Cachot, J. Molecular and phenotypic responses of Japanese 
medaka (Oryzias latipes) early life stages to environmental concentrations of cadmium in sediment. 
Environ. Sci. Pollut. Res. 2016, 23, 17969–17981. 
50.  Mcgill, R.; Tukey, J.W.; Larsen, W.A. Variations of Box Plots. Am. Stat. 1978, 32, 12–16. 
51.  Jung, I.; Field, D.A.; Clark, N.J.; Zhu, Y.; Yang, D.; Piner, R.D.; Stankovich, S.; Dikin, D.A.; Geisler, H.; 
Ventrice, C.A.; et al. Reduction Kinetics of Graphene Oxide Determined by Electrical Transport 
Measurements and Temperature Programmed Desorption. J. Phys. Chem. C 2009, 113, 18480–18486. 
52.  Larciprete, R.; Fabris, S.; Sun, T.; Lacovig, P.; Baraldi, A.; Lizzit, S. Dual Path Mechanism in the Thermal 
Reduction of Graphene Oxide. J. Am. Chem. Soc. 2011, 133, 17315–17321. 
53.  Konios, D.; Stylianakis, M.M.; Stratakis, E.; Kymakis, E. Dispersion behaviour of graphene oxide and 
reduced graphene oxide. J. Colloid Interface Sci. 2014, 430, 108–112. 
54.  Song, M.Y.; Yun, Y.S.; Kim, N.R.; Jin, H.-J. Dispersion stability of chemically reduced graphene oxide 
nanoribbons in organic solvents. RSC Adv. 2016, 6, 19389–19393. 
55.  Chowdhury, I.; Mansukhani, N.D.; Guiney, L.M.; Hersam, M.C.; Bouchard, D. Aggregation and Stability 
of Reduced Graphene Oxide: Complex Roles of Divalent Cations, pH, and Natural Organic Matter. Environ. 
Sci. Technol. 2015, 49, 10886–10893. 
56.  Ren, H.; Wang, C.; Zhang, J.; Zhou, X.; Xu, D.; Zheng, J.; Guo, S.; Zhang, J. DNA Cleavage System of 
Nanosized Graphene Oxide Sheets and Copper Ions. ACS Nano 2010, 4, 7169–7174. 
57.  Rengarajan, T.; Rajendran, P.; Nandakumar, N.; Lokeshkumar, B.; Rajendran, P.; Nishigaki, I. Exposure to 
polycyclic aromatic hydrocarbons with special focus on cancer. Asian Pac. J. Trop. Biomed. 2015, 5, 182–189. 
58.  Abdel-Shafy, H.I.; Mansour, M.S.M. A review on polycyclic aromatic hydrocarbons: Source, environmental 
impact, effect on human health and remediation. Egypt. J. Pet. 2016, 25, 107–123. 
59.  Gauthier, L.; Tardy, E.; Mouchet, F.; Marty, J. Biomonitoring of the genotoxic potential (micronucleus assay) 
and detoxifying activity (EROD induction) in the River Dadou (France), using the amphibian Xenopus 
laevis. Sci. Total Environ. 2004, 323, 47–61. 
60.  Mouchet, F.; Gauthier, L.; Mailhes, C.; Ferrier, V.; Devaux, A. Comparative study of the comet assay and 
the micronucleus test in amphibian larvae (Xenopus laevis) using benzo(a)pyrene, ethyl methanesulfonate, 
and methyl methanesulfonate: Establishment of a positive control in the amphibian comet assay. Environ. 
Toxicol. 2005, 20, 74–84. 
61.  Wang, Y.; Wang, J.; Mu, J.; Wang, Z.; Cong, Y.; Yao, Z.; Lin, Z. Aquatic predicted no-effect concentrations 
of 16 polycyclic aromatic hydrocarbons and their ecological risks in surface seawater of Liaodong Bay, 
China: Aquatic PNECs of 16 PAHs and their ecological risks. Environ. Toxicol. Chem. 2016, 35, 1587–1593. 
62.  Matesanz, M.-C.; Vila, M.; Feito, M.-J.; Linares, J.; Gonçalves, G.; Vallet-Regi, M.; Marques, P.-A.A.P.; 
Portolés, M.-T. The effects of graphene oxide nanosheets localized on F-actin filaments on cell-cycle 
alterations. Biomaterials 2013, 34, 1562–1569. 
63.  Kang, Y.; Liu, J.; Wu, J.; Yin, Q.; Liang, H.; Chen, A.; Shao, L. Graphene oxide and reduced graphene oxide 
induced neural pheochromocytoma-derived PC12 cell lines apoptosis and cell cycle alterations via the ERK 
signaling pathways. Int. J. Nanomed. 2017, 12, 5501–5510. 
64.  Petibone, D.M.; Mustafa, T.; Bourdo, S.E.; Lafont, A.; Ding, W.; Karmakar, A.; Nima, Z.A.; Watanabe, F.; 
Casciano, D.; Morris, S.M.; et al. p53 -competent cells and p53 -deficient cells display different susceptibility 
to oxygen functionalized graphene cytotoxicity and genotoxicity: p53 function in oxygen functionalized 
graphene toxicity. J. Appl. Toxicol. 2017, 37, 1333–1345. 
65.  Wang, Y.; Xu, J.; Xu, L.; Tan, X.; Feng, L.; Luo, Y.; Liu, J.; Liu, Z.; Peng, R. Functionalized graphene oxide 
triggers cell cycle checkpoint control through both the ATM and the ATR signaling pathways. Carbon 2018, 
129, 495–503. 
66.  Helton, E.S.; Chen, X. p53 modulation of the DNA damage response. J. Cell. Biochem. 2007, 100, 883–896. 
67.  Kastenhuber, E.R.; Lowe, S.W. Putting p53 in Context. Cell 2017, 170, 1062–1078. 
Nanomaterials 2019, 9, 584 15 of 16 
 
68.  Zhu, L.; Chang, D.W.; Dai, L.; Hong, Y. DNA Damage Induced by Multiwalled Carbon Nanotubes in 
Mouse Embryonic Stem Cells. Nano Lett. 2007, 7, 3592–3597. 
69.  Xing, Y.; Xiong, W.; Zhu, L.; O̅sawa, E.; Hussin, S.; Dai, L. DNA Damage in Embryonic Stem Cells Caused 
by Nanodiamonds. ACS Nano 2011, 5, 2376–2384. 
70.  Yuan, J.; Gao, H.; Sui, J.; Duan, H.; Chen, W.N.; Ching, C.B. Cytotoxicity Evaluation of Oxidized Single-
Walled Carbon Nanotubes and Graphene Oxide on Human Hepatoma HepG2 cells: An iTRAQ-Coupled 
2D LC-MS/MS Proteome Analysis. Toxicol. Sci. 2012, 126, 149–161. 
71.  Araldi, R.P.; de Melo, T.C.; Mendes, T.B.; de Sá Júnior, P.L.; Nozima, B.H.N.; Ito, E.T.; de Carvalho, R.F.; de 
Souza, E.B.; de Cassia Stocco, R. Using the comet and micronucleus assays for genotoxicity studies: A 
review. Biomed. Pharmacother. 2015, 72, 74–82. 
72.  Fenech, M.; Kirsch-Volders, M.; Natarajan, A.T.; Surralles, J.; Crott, J.W.; Parry, J.; Norppa, H.; Eastmond, 
D.A.; Tucker, J.D.; Thomas, P. Molecular mechanisms of micronucleus, nucleoplasmic bridge and nuclear 
bud formation in mammalian and human cells. Mutagenesis 2011, 26, 125–132. 
73.  Akhavan, O.; Ghaderi, E.; Hashemi, E.; Akbari, E. Dose-dependent effects of nanoscale graphene oxide on 
reproduction capability of mammals. Carbon 2015, 95, 309–317. 
74.  Durán, M.; Durán, N.; Fávaro, W.J. In vivo nanotoxicological profile of graphene oxide. J. Phys. Conf. Ser. 
2017, 838, 012026. 
75.  Lu, C.-J.; Jiang, X.-F.; Junaid, M.; Ma, Y.-B.; Jia, P.-P.; Wang, H.-B.; Pei, D.-S. Graphene oxide nanosheets 
induce DNA damage and activate the base excision repair (BER) signaling pathway both in vitro and in 
vivo. Chemosphere 2017, 184, 795–805. 
76.  Maluf, S.W. Monitoring DNA damage following radiation exposure using cytokinesis–block micronucleus 
method and alkaline single-cell gel electrophoresis. Clin. Chim. Acta 2004, 347, 15–24. 
77.  Ivask, A.; Voelcker, N.H.; Seabrook, S.A.; Hor, M.; Kirby, J.K.; Fenech, M.; Davis, T.P.; Ke, P.C. DNA 
Melting and Genotoxicity Induced by Silver Nanoparticles and Graphene. Chem. Res. Toxicol. 2015, 28, 
1023–1035. 
78.  Zhao, X. Self-Assembly of DNA Segments on Graphene and Carbon Nanotube Arrays in Aqueous Solution: 
A Molecular Simulation Study. J. Phys. Chem. C 2011, 115, 6181–6189. 
79.  Petersen, E.J.; Nelson, B.C. Mechanisms and measurements of nanomaterial-induced oxidative damage to 
DNA. Anal. Bioanal. Chem. 2010, 398, 613–650. 
80.  Ribas, V.; García-Ruiz, C.; Fernández-Checa, J.C. Glutathione and mitochondria. Front. Pharmacol. 2014, 5, 151. 
81.  Ighodaro, O.M.; Akinloye, O.A. First line defence antioxidants-superoxide dismutase (SOD), catalase 
(CAT) and glutathione peroxidase (GPX): Their fundamental role in the entire antioxidant defence grid. 
Alex. J. Med. 2017, 54, 4. 
82.  Chen, M.; Yin, J.; Liang, Y.; Yuan, S.; Wang, F.; Song, M.; Wang, H. Oxidative stress and immunotoxicity 
induced by graphene oxide in zebrafish. Aquat. Toxicol. 2016, 174, 54–60. 
83.  Zhang, W.; Wang, C.; Li, Z.; Lu, Z.; Li, Y.; Yin, J.-J.; Zhou, Y.-T.; Gao, X.; Fang, Y.; Nie, G.; et al. Unraveling 
Stress-Induced Toxicity Properties of Graphene Oxide and the Underlying Mechanism. Adv. Mater. 2012, 
24, 5391–5397. 
84.  Kryuchkova, M.; Danilushkina, A.; Lvov, Y.; Fakhrullin, R. Evaluation of toxicity of nanoclays and 
graphene oxide in vivo: A Paramecium caudatum study. Environ. Sci. Nano 2016, 3, 442–452. 
85.  Manke, A.; Wang, L.; Rojanasakul, Y. Mechanisms of Nanoparticle-Induced Oxidative Stress and Toxicity. 
BioMed Res. Int. 2013, 2013, 1–15. 
86.  Zhang, X.; Yin, J.; Peng, C.; Hu, W.; Zhu, Z.; Li, W.; Fan, C.; Huang, Q. Distribution and biocompatibility 
studies of graphene oxide in mice after intravenous administration. Carbon 2011, 49, 986–995. 
87.  Sydlik, S.A.; Jhunjhunwala, S.; Webber, M.J.; Anderson, D.G.; Langer, R. In Vivo Compatibility of Graphene 
Oxide with Differing Oxidation States. ACS Nano 2015, 9, 3866–3874. 
88.  Ma, J.; Liu, R.; Wang, X.; Liu, Q.; Chen, Y.; Valle, R.P.; Zuo, Y.Y.; Xia, T.; Liu, S. Crucial Role of Lateral Size 
for Graphene Oxide in Activating Macrophages and Stimulating Pro-inflammatory Responses in Cells and 
Animals. ACS Nano 2015, 9, 10498–10515. 
89.  Xu, M.; Zhu, J.; Wang, F.; Xiong, Y.; Wu, Y.; Wang, Q.; Weng, J.; Zhang, Z.; Chen, W.; Liu, S. Improved In 
Vitro and In Vivo Biocompatibility of Graphene Oxide through Surface Modification: Poly(Acrylic Acid)-
Functionalization is Superior to PEGylation. ACS Nano 2016, 10, 3267–3281. 
90.  Bengtson, S.; Kling, K.; Madsen, A.M.; Noergaard, A.W.; Jacobsen, N.R.; Clausen, P.A.; Alonso, B.; 
Pesquera, A.; Zurutuza, A.; Ramos, R.; et al. No cytotoxicity or genotoxicity of graphene and graphene 
Nanomaterials 2019, 9, 584 16 of 16 
 
oxide in murine lung epithelial FE1 cells in vitro: Graphene and Graphene Oxide in Vitro. Environ. Mol. 
Mutagen. 2016, 57, 469–482. 
91.  Magdolenova, Z.; Collins, A.; Kumar, A.; Dhawan, A.; Stone, V.; Dusinska, M. Mechanisms of genotoxicity. 
A review of in vitro and in vivo studies with engineered nanoparticles. Nanotoxicology 2014, 8, 233–278. 
92.  De Marzi, L.; Ottaviano, L.; Perrozzi, F.; Nardone, M.; Santucci, S.; de Lapuente, J.; Borras, M.; Treossi, E.; 
Palermo, V.; Poma, A. Flake size-dependent cyto and genotoxic evaluation of graphene oxide on in vitro 
A549, CaCo2 and Vero cell lines. J. Biol. Regul. Homeost Agents 2014, 28, 281–289. 
93.  Ursini, C.L.; Cavallo, D.; Fresegna, A.M.; Ciervo, A.; Maiello, R.; Buresti, G.; Casciardi, S.; Tombolini, F.; 
Bellucci, S.; Iavicoli, S. Comparative cyto-genotoxicity assessment of functionalized and pristine 
multiwalled carbon nanotubes on human lung epithelial cells. Toxicol. In Vitro 2012, 26, 831–840. 
94.  Guo, Z.; Xie, C.; Zhang, P.; Zhang, J.; Wang, G.; He, X.; Ma, Y.; Zhao, B.; Zhang, Z. Toxicity and 
transformation of graphene oxide and reduced graphene oxide in bacteria biofilm. Sci. Total Environ. 2017, 
580, 1300–1308. 
95.  Liu, X.T.; MU, X.Y.; WU, X.L.; Meng, L.X.; Guan, W.B.; Qiang, Y.; Hua, S.U.N.; Wang, C.J.; LI, X.F. Toxicity 
of multi-walled carbon nanotubes, graphene oxide, and reduced graphene oxide to zebrafish embryos. 
Biomed. Environ. Sci. 2014, 27, 676–683. 
96.  Zhang, Q.; Liu, X.; Meng, H.; Liu, S.; Zhang, C. Reduction pathway-dependent cytotoxicity of reduced 
graphene oxide. Environ. Sci. Nano 2018, 5, 1361–1371. 
97.  Compton, O.C.; Nguyen, S.T. Graphene oxide, highly reduced graphene oxide, and graphene: Versatile 
building blocks for carbon-based materials. Small 2010, 6, 711–723. 
98.  Xue, W.; Warshawsky, D. Metabolic activation of polycyclic and heterocyclic aromatic hydrocarbons and 
DNA damage: A review. Toxicol. Appl. Pharmacol. 2005, 206, 73–93. 
99.  Cobaleda-Siles, M.; Guillamon, A.P.; Delpivo, C.; Vázquez-Campos, S.; Puntes, V.F. Safer by design 
strategies. J. Phys. Conf. Ser. 2017, 838, 012016. 
 
 
© 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access 
article distributed under the terms and conditions of the Creative Commons 
Attribution (CC BY) license (http://creativecommons.org/licenses/by/4.0/). 
 
